Cotransfection of 293Cre cells with pBHGlOlox and 
a "Lox" shuttle plasmid for generation of Ad expression vectors 
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Cotransfection of 293Cre cells with pBHGlOlox and 
a "lox" shuttle plasmid for generation of Ad expression vectors 
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CONSTRUCTION OF VARIOUS SHUTTLE PLASMIDS 
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OLIGONUCLEOTIDES USED IN CLONING 



AB3233/3234 : loxP linker 



SEQ. ID. NO. : 1 loxP site ovahJZg^ " 

5' GATCCAlATAACTTCGTATAGCATACATTATACGAAGTTATfAAGTACTGAATTCG 3' / 
f 3' GTTATTGAAGCATATCGTATGTAATATGCTTCAATArTCATGACTTAAGCCTAG 5" 



AwiHI/Bglll SEQ. ID. NO. :2 

overhang 



AB14626/14627 : Multiple Cloning Site 

SEQ. ID. NO. : 3 J ^ n ^ j Sa/ 1 overhang 

5' AATTCCCCGGGAGATCTAAGCTTGAGCTCG 3' / 
^ y GGGGCCCTCTAGATTCGAACTCGAGCAGCT 5' 

EcoR I overhang SE q id no . 4 
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SEQ. ID. NO. :5 \*~ Clal -+\ / 



5' CTAGCAATAACTTCGTATAGCATACATTATACGAAGTTATATCGATG 3* 

GTTATTGAAGCATATCGTATGTAATATGCTTCAATATAGCTACGATC 5' 



/3 . 

A7?a I overhang SEQ. ID. NO. : 6 



AB14680/14681 : loxP linker 
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K -H / 

5' TGACAATAACTTCGTATAGCATACATTATACGAAGTTATATCGATG 3' 

3' GTTATTGAAGCATATCGTATGTAATATGCTTCAATATAGCTACACT 5 
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CONSTRUCTION OF A CIRCULAR GENOMIC PLASMID 
FOR Ad VECTOR RESCUE USING THE Cre/ loxP SYSTEM 
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CONSTRUCTION OF pBHGE31ox 
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CONSTRUCTION OF Ad GENOMIC PLASMIDS ENCODING CRE 
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CONSTRUCTION OF pAElSPlA & pAElSPlB loxP PLASMIDS 
FOR RESCUE OF FOREIGN DNA 




SEQ. ID. NO.: 12 (AB16853) and SEQ. ID. NO.: 13 (AB16854) 
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CONSTRUCTION OF pMH4LOX, pMH4LOXA and pMH4LOX A LINK 
SHUTTLE PLASMIDS FOR RESCUE OF EXPRESSION CASSETTES 



amp. 




on- 



pVDB3 

5654 bp 




MCMV 



SV40 
Bgl 11 (1309) 



Insert loxP linker 
SEQ IDNO:l 

and SEQ ID NO:2 Sea I (5385) 
into Bgl II site 



Hind III (3653) 



Hind III & Klenow 
partial Seal 
Ligate 




MCMV 

_SV40 poiyA 
loxP 

Sea I (1353) 



amp 




on 



MCMV 

£coRI(1119) 
Nhel(\\30) 

Sal I (1149) 
SV40 PolyA 

loxP 



am 



Digest with EcoRI and Sail 
Ligate in SEQ ID NO:3 
and SEQ ID NO:4 Linker 




pMH4loxALtnk 

340 8 bp 





MCMV 



£c0RI(1119) 
Xmal (1125) 
.Smal(1127) 
Bgl 11(1131) 
V //md III (1137) 
Sal I (1149) 

SV40 PolyA 
ioxP 



Fig. 6A 



CONSTRUCTION OF A SHUTTLE PLASMID 
CONTAINING A pUC DERIVED ORIGIN 
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CONSTRUCTION OF HCMV loxP PLASMIDS 
FOR RESCUE OF EXPRESSION CASSETTES 
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CONSTRUCTION OF pCA36LOX and pCA36LOX A 
SHUTTLE PLASMIDS FOR RESCUE OF LACZ 



Ad 




MCMV 



LacZ 



SV40 

Ad £g/II(4191) 

Insert loxP linker 
SEQIDNO.l 
and SEQ ID NO:2 
into Bgl II site 

Seal (9710) Ad M CMV 
Ap 



ORI 




pCA361ox 
10247 bp 



Nru I (6836) 





LacZ 



loxP SV4 ° 
Seal (4235) 



Partial Seal and Nrul digest 
j. Ligate 



Sea I (7 1 09) +^ 
Ap J* Ad 

ORI 




MCMV 



LacZ 



SV40 



Fig. 8A 



Cotransfection of 293Cre cells with AdLC8c DNA-TP and a shuttle plasmid 
containing a loxP site for generation of Ad expression vectors 
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Cotransfection of 293Cre cells with restricted AdLC8c DNA-TP 
and loxP shuttle plasmid for generation of Ad expression vectors 
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CONSTRUCTION OF SHUTTLE PLASMIDS EXPRESSING Cre 
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Cotransfection of 293 cells with pBHGlOlox and a "Lox" shuttle 
plasmid expressing Cre for generation of Ad expression vectors 
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CONSTRUCTION OF Ad GENOMIC PLASMID ENCODING CRE 
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RESCUE OF FIBRE MUTATIONS 
USING CRE/LOX RECOMBINATION 
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CONSTRUCTION OF pFG23dXllox AND P FG23dXlloxc 
FOR RESCUE OF MUTANT FIBRE INTO AD VIRUS 
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Isolation of a virus containing a mutant fibre gene 
by Cre-Iox recombination using DNA-TP and cotransfection 
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Isolation of a virus containing a foreign DNA insert 
upstream of the fibre gene by Cre-lox recombination 



ITR 



Fibre 



LoxP 



LoxP 



Cotransfection of 293Cre cells 
Cre mediated excision of fibre 



ITR 



TP 



r* 

III 



s 



ITR 



pFG23dXHox 

(with foreign DNA insert) 



A Fibre 



foreign DNA 



ITR 



IE 



LoxP 




TP 



LoxP 



ITR 



Cre mediated site specific 
recombination 



ITR 



foreign DNA Fibre 



ITR 



LoxP 



RECOMBINANT VIRUS CONTAINING AN INSERT OF FOREIGN DNA 
UPSTREAM OF THE FIBRE GENE 



Fig. 13 



CONSTRUCTION OF pAB14FL0X FOR ISOLATION 
OF AN AD VIRUS WITH A FLOXED FIBRE GENE 
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Isolation of a virus containing 
a fibre gene with flanking lox P sites. 
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